2. Upon reaching 70-80% confluence, aspirate the culture medium from the dish and add 10 ml of fresh macrophage medium.
3. Harvest the macrophages by washing them from the petri dish with the macrophage medium using a pipette-aid and 10 ml serological pipette. 10. Add macrophage medium to all wells containing a test reagent to a final volume of 500 µl.
Note: If the volume of the test compound employed is minute, it is advantageous to first add the macrophage medium to the wells and then transfer the test compound of interest (from step B9) to the appropriate wells. The final volume in each well should remain 500
µl.
11. Add 500 µl macrophage medium to 6 additional wells not containing a test reagent.
Note: These wells will provide controls for the assay.
12. Transfer 500 µl of the macrophage cell suspension (100,000 cells) to each of 3 wells containing 500 µl of macrophage medium only (without a test reagent).
Note: These wells will serve as unstimulated macrophage controls (Mac controls, Figure   1 ).
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15. Mix the cells again then transfer 500 µl (100,000 cells) to the appropriate wells containing the test samples. Also, add 500 µl of the macrophage suspension to the three remaining wells containing 500 µl macrophage medium only (LPS-stimulated macrophage controls) (Figure 1 ).
16. Rock the plate 3 times to distribute the macrophages evenly across the well and incubate at 37 °C for up to 24 h. Each well for the assay finally contains 100,000 macrophages in Copyright © 2014 The Authors; exclusive licensee Bio-protocol LLC.
http://www.bio-protocol.org/e1180
Vol 4, Iss 14, Jul 20, 2014
1.0 ml macrophage medium and 100 ng/ml LPS (except the three unstimulated control wells).
Note: We routinely incubate the macrophages with LPS for approximately 16-18 h.
However 
Notes
1. We have routinely used mouse TNF-alpha and IL-10 ELISA kits to monitor the specific activity of mouse macrophages in response to paracrine factors, such as PGE2, produced by mesenchymal stem cells. However, production of other macrophage-derived cytokines is also increased by LPS stimulation including CXCL2/MIP2, MCP-1, IL-6, IL-1 beta, and IL12-p40 (Ylostalo et al., 2012) . These cytokines can also be measured by ELISA.
2. When the assay is performed as described above, levels of TNF-alpha in the conditioned medium increases from 10-30 pg/ml in unstimulated macrophage cultures to 800-1,200 pg/ml in macrophages stimulated for 16-18 h with LPS. Levels of IL-10 increase only slightly with LPS stimulation. However, IL-10 levels can be markedly enhanced in LPSstimulated macrophage cultures by factors that promote an anti-inflammatory macrophage phenotype such as PGE2 (Figure 3 ).
